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Experimental procedures
The Taqman SNP genotyping assays (AB Foster City, CA, USA) use fluorogenic 5-nuclease chemistry to discriminate specific PCR products. PCR reactions were carried out on 10 ng of purified DNA in a 5 μL final volume containing 2.5 μL of Taqman Universal PCR master mix (2X), 0.125 μL of either rs12979860 or rs8099917 SNP genotyping assay stock solution (40X), and 2.375 μL of DNase free water, using an ABI Prism 9700 Thermocycler (ABI, Foster City, CA, USA). PCR conditions were one cycle at 50ºC for 2 min and one cycle at 95ºC for 10 min, followed by 40 cycles of denaturation at 92°C for 15 s, and annealing/extension at 60°C for 1 min.
Genotyping results were confirmed by direct sequencing of 8 randomly selected samples per genotype. For IL28 genomic amplification, the following primers were used: a) rs12979860 (327 bp); 5'-AGCTCAGCGCCTCTTCCT-3′ (forward) and 5'-CACAATT CCCACCACGAGAC-3′ (reverse); b) rs8099917 (301 bp); 5'-TGTGCATATGTTTTCTGACTACCA-3′ (forward) and 5'-GTT TCCTGCTGGGCCCTAA-3′ (reverse).
The KASPar SNP Genotyping Method (KBioscience, Herts., UK) uses a FRET-based system for SNP detection. Custom genotyping assays for the rs12979860, rs12980275, rs8099917, rs12972991, rs8109886, rs4803223, rs12980602, rs8105790, rs8103142, rs28416813, rs4803219, rs7248668, rs10853727 and rs10853728 were designed by submitting the SNP sequences to KBioscience, and carried out using an ABI Prism 9700 Thermocycler (ABI, Foster City, CA, USA). PCR reactions were carried out on 10 ng of purified DNA in a final volume of 5 μL (2.5 μL of 2X KASP reaction mix, 0.07 μL of SNP genotyping assay working stock solution, and 2.5 μL of DNase free water). The following thermal cycling conditions were used: an initial step at 95ºC for 15 min to activate the Hot-Start polymerase; 10 cycles of touchdown PCR (denaturation at 94°C for 20 s, and annealing/extension from 65°C to 57°C for 1 min, with a decrease of -0.8°C per cycle); and 36 cycles of PCR (denaturation at 94°C for 20 s and annealing/extension at 57°C for 1 min). Genotyping calls were confirmed by direct sequencing of 6 randomly selected samples per genotype. Sequencing was carried out for both allelic discrimination assays and KASPar FRET assays using the Dye Terminator Kit 3.1 method for both DNA strands in an ABI 3730 automated sequencer (ABI, Foster City, CA, USA).
